Gene delivery with polycationic fullerene hexakis-adducts
Preparation of compound G2N 3 .
Preparation of compound G3N 3 .
Preparation of compounds GnNHBoc and GnNH 3 + . Figure S1 . 13 C NMR spectra of compounds GnNHBoc.
C NMR and IR spectra of fullerene hexa-adducts GnNHBoc and GnNH 3 +

Figure S2.
13 C NMR spectra of compounds GnNH 3 + . Figure S3 . IR spectra of compounds G1NHBoc and G1NH 3 + . Figure S4 . IR spectra of compounds G2NHBoc and G2NH 3 + . Figure S5 . IR spectra of compounds G3NHBoc and G3NH 3 + .
GnNH 3 + /pCMVLuc polyplexes
Agarose gel electrophoresis analysis. Figure S6 . Agarose gels.
Size of particles, ς potential. Figure S15. TEM image of G3NH 3 + /pCMVLuc polyplexes (in water with 150 mM NaCl).
Gene transfer experiments.
Cell culture.
Polyplexes formation for pCMVLuc delivery.
Quantification of the luciferase gene expression. Figure S16 . Delivery experiments of pCMVLuc at different N/P (Polyplexes prepared in 5% glucose solution). Preparation of GnNHBoc and GnNH 3 + . 160.2, 155.9, 146.7, 145.7, 141.2, 137.4, 121.6, 107.0, 101.0, 79.5, 69.2, 67.3, 66.4, 53.9, 45.6, 40.0, 28.5, 28.0, 22 162.4 (q, J = 34 Hz), 160.2, 159.7, 159.0, 146.5, 145.4, 141.4, 139.1, 137.4, 122.8, 116.5 (q, J = 290 Hz), 107.1, 106.6, 101.7, 101.2, 66.6, 63.9, 53.6, 48.9, 46.4, 38.8, 27 .1, 21.1. 163.6, 162.4 (q, J = 35 Hz), 159.8, 159.4, 158.9, 146.4, 145.2, 141.5, 139.9, 138.9, 137.4, 122.5, 116.5 (q, J = 292 Hz), 106.1, 106.1, 106.1, 101.1, 101.1, 101.1, 69.4, 69.0, 66.7, 65.5, 63.8, 53.4, 48.9, 38.8, 27.4, 21. Twenty microliters of water containing 5% glucose or 150 mM NaCl, 0.4 µg pCMVLuc and increasing amounts of cationic vectors GnNH 3 + were subjected (30 min of complexation time) to electrophoresis in a 1% agarose gel containing 1 mM EDTA and 40 mM Tris acetate buffer and 0.5 µg/mL ethidium bromide, for 90 min at 100 V. DNA was visualized with an UV transilluminator at 254 nm. Figure S6 . Agarose gels. Polyplexes were prepared at N/P = 1 to 5.
Size of particles, ς potential.
The hydrodynamic radii were determined via dynamic light scattering measurements using a Electron microscopy analysis.
Images were taken with a TEM Philips CM12 apparatus. Polyplexes were transferred onto ultrathin carbon film grids (Ted Pella, 1822-F, formvar removed) by placing the grid on top of 10 μL drop for 1 min. Grid with adherent particles was wicked from one side, placed on 100 μL water drop for 30 s for washing, wicked, placed for 1 min on 60 μL drop of freshly filtered 1.33% uranyle acetate, wicked again and air dried before imaging.
Supplementary Gene transfer experiments.
Cell culture.
HeLa cells were grown in Eagle's MEM supplemented with 10% FBS, L-glutamine (2 mM), penicillin (100 units/mL) and streptomycin (100 μg/mL). Cells were maintained at 37°C in a 5% CO 2 humidified atmosphere and all experiments were done in triplicates. The day before experiment, cells were seeded in 24-multiwell plates at 50.10 3 cells/well in fresh complete medium (1 mL).
Polyplexes formation for pCMVLuc delivery.
The procedure is for a 24-multiwell plates experiment. Typically, an aqueous solution of the GnNH 3 + (n = 1, 2 or 3) (volume depending on the desired N/P ratio) is diluted up to 50 μL in water containing 5% glucose or 150 mM NaCl. The solution is vortexed and left for 10 min.
Separatly, an aqueous solution of pCMVLuc (corresponding to 2 µg of pCMVLuc) is diluted up to 50 μL in water containing 5% glucose or 150 mM NaCl. Then, the solution is vortexed and left for 10 min, after which the G 1 , G 2 or G 3 solution is added to the pCMVLuc solution, and vigorously mixed (15 s). Finally, the polyplexes are incubated for 30 min at room temperature and added in each well by dilution with the cell medium without serum (1 mL).
Four hours later, each well is completed with serum (0.1 mL). The gene expression profiles are analyzed 24 h after addition of polyplexes.
Quantification of the luciferase gene expression.
Luciferase gene expression was determined 24 h after delivery with a commercial kit, using mM NaCl solution). N.B. G1NH 3 + has no efficiency under these conditions.
